Figure S2. Ypt1 overexpression does not affect Sec7 and Chc1 co-localization (Related to
. A. Cells expressing Sec7-yEGFP and Chc1-mRFP from their endogenous loci were transformed with CEN (left) and 2m (right) plasmids, empty (top) and for overexpression of Ypt1 (bottom). Information from this experiment was used in Figure 7E . B. Cells expressing Sec7-mRFP and Chc1-yEGFP from their endogenous loci were transformed with CEN (left) and 2m (right) plasmids, empty (top) and for overexpression of Ypt1 (bottom). C. Table shows quantifications from two independent experiments for panels A and B of this figure and Figures 6 and 7. The co-localization level of the two markers was determined using live cell microscopy. Bar, 5μm.
Figure S3. Effects of Ypt31 overexpression on co-localization of Golgi markers. (Related to Figures 6-7).
A. Overexpression of Ypt31 does not affect the level of co-localization of Cop1 and Sec7. Cells expressing Sec7-yEGFP and Cop1-mRFP from their endogenous loci were transformed with CEN (left) and 2µ (right) plasmids, empty (top) and for overexpression of Ypt31 (bottom). Information from this experiment was used in Figure 6E -F. B. Overexpression of Ypt31 does not affect the level of co-localization of Sec7 with Chc1. Cells expressing Sec7-yEGFP and Chc1-mRFP from their endogenous loci were transformed with CEN (left) and 2µ (right) plasmids, empty (top) and for overexpression of Ypt31 (bottom). C. Table shows quantifications from two independent experiments for panels A and B of this figure and Figures 6 and 7. The co-localization level of the two markers was determined using live cell microscopy. Bar, 5μm. 6-7) . The effect of ypt1ts and ypt31∆/32ts mutations on the co-localization of Golgi markers was determined at the permissive temperature using live-cell fluorescence microscopy: A-B. Cop1-Sec7. C-D. Sec7-Chc1. Wild type and mutant cells expressing tagged Golgi markers from their endogenous promoters were analyzed as described for Figures 6-7 . Panels A and C: Shown from top to bottom: WT (YPT1), ypt1ts, WT (YPT31/YPT32), ypt31∆/32ts. Arrows show co-localization; arrowheads show green-only puncta. Bar, 5μm. Bar graphs showing the number of Cop1 (B) or Chc1 (D) puncta: Total puncta (blue+purple bars), and puncta that co-localize with Sec7 (purple bars). Error bars and +/-represent STDEV; brackets with stars represent p-value from significant (*) to highly significant (***); p-values of all other pairs were not significant. Quantifications from two independent experiments are detailed in Table S2 . . A. Cells were transformed with a CEN plasmid: empty (top), expressing Ypt1-GTP (middle), or Ypt31-GTP (bottom). Three-color IF microscopy was done as described in the legend for Figure 5C . The brightness of the Ypt1 staining in cells overexpressing Ypt1-GTP was reduced to enable the co-localization analysis (two bottom panels show the cells before the adjustment). Bar, 5μm. B. Bar graph showing the number of puncta in transformants of the three plasmids (from left-to-right): empty (CEN), Ypt1-GTP and Ypt31-GTP. The effect of each plasmid on co-localization of two or three proteins is color-coded (see key on the right): Ypt1+Sec7 (pink), Ypt31+Sec7 (yellow), Ypt1+Ypt31 (blue), and all three proteins (grey). Error bars and +/-represent STDEV; brackets with stars represent p-value; p-values for all other pairs were not significant. Quantifications from two independent experiments are detailed in Table S3 . Tables   Table S1 . Distribution of Ypt1 on the Golgi using three-color IF microscopy (Related to Figure 3) . Table S2 . The effect of ypt1 and ypt31/32 loss-of-function mutations on the co-localization of Golgi markers (Related to Figure S4 ).
Bolded numbers were used for graphs in Figure S4B ,D. Table S3 . The effect of Ypt1 or Ypt31 activation on their co-localization at the Sec7-marked Golgi compartment (Related to Figure S5 )
Bolded numbers were used for graphs in Figure S5B . 
